Microwave hydrodiffusion and gravity (MHG) and ethanolic solid-liquid extraction were compared using selected plant sources. Their bioactive profile, color features, and proximate chemical characterization were determined. MHG extracts, commercial antioxidants, and three distinct types of thermal spring water were used in a sunscreen cream formulation. Their bioactive capacity, chemical and rheological properties were evaluated. MHG Cytisus scoparius flower extract provided the highest bioactive properties. Pleurotus ostreatus MHG liquor exhibited the highest total solid extraction yield. The Brassica rapa MHG sample stood out for its total protein content and its monosaccharide and oligosaccharide concentration. Quercus robur acorns divided into quarters supplied MHG extract with the lowest energy requirements, highest DPPH inhibition percentage, total lipid content and the highest enzyme inhibition. The chemical and bioactive capacities stability of the sunscreen creams elaborated with the selected MHG extracts and the thermal spring waters showed a similar behavior than the samples containing commercial antioxidants.
Introduction
In the last decade, cosmetics from natural botanical sources have gained increasing interest due to their healthy features avoiding synthetic components in the matrices [1, 2] . The consumer demand has notably grown due to the rise of sensitive skin, atopic diseases or allergies. In this field, spring waters can be used in different treatments and rehabilitation of patients in the hydrotherapy context. The positive effect of the hot spring water therapy in functional improvements, musculoskeletal diseases, and rehabilitation of patients in sports medicine is well known [3] . Recent studies have indicated that the physical properties and chemical effects of this type of water have a potential application in immuno-inflammatory processes, chronic pain diseases, chronic cardiac procedures, metabolic syndromes and neurological illnesses [4] . The use of thermal waters in dermatology treatments provides therapeutic benefits due to their non-pathogenic microbes and mineral content. The use of different topical products made with thermal waters enhances several dermatitis diseases [5] [6] [7] .
The natural bioactive compounds used in cosmetics can provide a variety of activities, acting as humectants, photoprotective, antioxidant, antimicrobial, or anti-aging agents [8] [9] [10] . Alternative botanical sources of interest could be employed in cosmetic products since numerous bioactive compounds with health benefits in this sense derived from vegetable raw materials. In this work, some undervalued wild resources and agriculture crops were used to recover extracts with probable use in cosmetic products. Extracts of Cytisus scoparius flowers were employed in a sunscreen cream since this plant contains polyphenolic compounds with antioxidant and antibacterial capacities without skin irritation response [11, 12] . Pleurotus ostreatus is a mushroom widely used in cosmeceuticals products. This cosmetic ingredient offers antioxidant, antimicrobial and anti-tyrosinase activities [13, 14] . Brassica rapa tap root extracts also have a potential cosmetic use since its tyrosinase enzymatic inhibition promotes the skin depigmentation [15, 16] . For this reason, the authors consider the evaluation of the Brassica rapa var. rapa leaves extract since this crop is a traditional and extensive plant produced in Galicia area (northwest of Spain). Quercus robur is a tree very abundant in the Atlantic forest. Their acorns presented a noticeable content of antioxidant and phenolic compounds that can be very useful in cosmetic products [17, 18] . It should be highlighted that despite the number of natural cosmetic applications, further scientific studies with comprehensive physicochemical and mechanical analysis of the natural sunscreen creams are required in order to improve the processing, storage and quality of the end product.
The use of environmentally friendly methods for the extraction of the functional ingredients of cosmetics has been another challenge in recent years [19] . Microwave hydrodiffusion and gravity (MHG) could be a solvent-free extraction attractive alternative to obtain bioactive fractions from natural resources in a sustainable manner [20] in contrast with the conventional solid-liquid extraction (SLE) technique. For example, C. scoparius branches were extracted with n-hexane solvent in a Soxhlet extractor [11] . These types of extraction procedures demand important volumes of solvents with high purity and extensive time extraction period which means that these processes are expensive and imply problems associated with the toxic danger features of the used solvents for foodstuff, pharmacology and cosmetic uses [21] .
In this context, the aim of this paper was the employment of MHG technology with different agroforestry raw materials for their valorization as a source of high value-added antioxidant compounds. Yields and energy consumptions were evaluated. Total phenolic content, antioxidant capacity, total carotenoid content and capacity of anti-elastase and -tyrosinase enzymatic inhibition of the collected liquid phases by this innovative extraction method were evaluated. Principal macronutrients present in these samples as well as their color features were also examined. These properties were also defined for the recovered solid phases. This study was complemented with the incorporation of the selected extracts in a sun cream product formulated with mineral waters from different thermal spring waters. These cosmetics were assayed to determine their physicochemical parameters and rheological characteristics. An accelerated oxidation test was realized to determine their oxidation stability.
Materials and Methods

Collection of Samples and Reagents
Cytisus scoparius flowers and Quercus robur L. acorns without cupules were manually collected in Outeiro de Rei (Lugo, Spain), whereas Pleurotus ostreatus mushrooms and Brassica rapa var. rapa leaves were supplied for a local grocery store (Ourense, Spain). All samples were cold stored (−18 ± 2 • C) until further use, apart from Q. robur which was maintained at room temperature. Prior to the MHG process, frozen samples were defrosted at 4 ± 2 • C for 24 h whereas acorns were manually chopped with a longitudinal incision and divided into quarters. In all cases, the employed reagents were of analytical grade.
Extraction Procedures
Microwave hydrodiffusion and gravity was used to extract the bioactive fractions of tested raw materials. For this purpose, the extractions were made on a multimode microwave extractor (NEOS-GR, Milestone Srl, Italy) as reported elsewhere [22] . Samples (100 g) were placed on an open vessel (1.5 L) and submitted at a power density of 1 W/g. These conditions were selected based on the results previously reported for other similar materials [23] . The collected volume (each 5 mL), time and temperature were recorded in all cases. Note that the MHG process was ended whenever it was not possible to collect more liquid extract. Liquors were drained by gravity on a condenser outside the microwave. Extracts were cold-stored at 4 ± 2 • C in the absence of light until further analysis. Experiments were made at least in duplicate.
An approximation of the extraction procedure's environmental influences [24] and energy requirements [25] were calculated as previously reported. In the first case, the required dioxide carbon released was determined assuming 800 g of CO 2 by the consumed of 1 kWh from coal or fuel. Concerning energy consumption, it was calculated as the necessary time by the device power necessary for each trial.
For comparative purposes, samples (1 g) were submitted to solid-liquid extraction (SLE) with ethanol solution (10 mL) (Sigma-Aldrich Corp., St. Louis, MO, USA). Note here that B. rapa leaves were treated with 90% (v/v) ethanol solution whereas the remaining samples were extracted with 70% (v/v) ethanol solution in accordance with previous assays. This solvent extraction was performed at 150 rpm and 40 ± 2 • C for 24 h in an orbital incubator shaker (Innova 4000, New Brunswick Scientific, Edison, NJ, USA) in the absence of light conditions. Collected extracts were filtered and kept at 4 ± 2 • C in darkness until further analysis.
Extracts Characterization
The procedures used to characterize the collected liquid extracts extracted by MHG and by SLE procedures are presented in the following sections.
pH
pH values were determined using a pH meter (GLP 21, Hach Lange Spain, S.L.U., Barcelona, Spain) at room temperature. Previously, a calibration was realized with the corresponding standard solutions.
Total Solid Content
Total solid extraction yield (g extract/g raw material dry weight) was calculated based on the initial moisture of the raw materials utilized, the collected volume of the different extracts and the total solid content (g dry residue/L) determined gravimetrically with an extract aliquot (1 mL) by oven drying at 105 • C during 24 h.
Bioactive Profile
The total phenolic content of the tested liquid extracts was made by the Folin-Ciocalteu test [26] , expressing the obtained content as milligrams of gallic acid equivalents (GAE). For this test, samples (0.50 mL) or the standard (gallic acid) (Sigma-Aldrich Corp., St. Louis, MO, USA) was incorporated to distilled water (3.75 mL), Folin-Ciocalteu reagent (0.25 mL, 1:1, v/v) (Panreac Química, S.L.U., Castellar del Vallès, Barcelona, Spain) and sodium carbonate solution (0.50 mL, 10%, w/v) (Sigma-Aldrich Corp., St. Louis, Missouri, USA). After keeping the mixtures in the absence of light at room temperature for about 60 min, the absorbance measurements were made at 765 nm.
Concerning the antioxidant profile, the ABTS (2,2 -azino-bis(3-ethylbenzothiazoline-6-sulfonic acid) diammonium salt radical cation scavenging capacity was also determined [27] , expressing the results as Trolox equivalents antioxidant capacity (TEAC). In this case, samples (20 µL) or the standard (Trolox) (Sigma-Aldrich Corp., St. Louis, MO, USA) were mixed with diluted ABTS + solution (2.00 mL) (Sigma-Aldrich Corp., St. Louis, MO, USA). Mixtures were maintained at 30 ± 2 • C for 6 min before reading the absorbance at 734 nm.
The reduction of the ferric 2,4,6-tripyridyl-s-triazine (TPTZ) complex was conducted for the above samples using the ferric reducing antioxidant power (FRAP) method [28] . Note that the ascorbic acid (Merck KGaA, Darmstadt, Germany) and iron (II) sulphate heptahydrate (Sigma-Aldrich Corp., St. Louis, MO, USA) were employed as standards. Liquid extracts of 100 µL were added to 3.00 mL of the FRAP reagent. After 6 min at room temperature, the absorbance was read at 593 nm.
The DPPH (α,α-diphenyl-β-picrylhydrazyl) radical scavenging activity of the above liquors was also determined [29] . Samples (50 µL) were added to the DPPH radical solution (2 mL) (Sigma-Aldrich Corp., St. Louis, MO, USA). Afterward, the absorbance decrease was recorded at 515 nm from 0 to 16 min using a blank sample (distilled water).
The determination of the total carotenoid content of the different extracts was realized following Khosa et al. [30] method with some modifications. In few words, 1 ± 0.01 g of each sample was submitted at a liquid-liquid extraction with 50 mL of n-hexane (Panreac Química, S.L.U., Castellar del Vallès, Barcelona, Spain)/acetone (Carlo Erba Reagents, S.A., Sabadell, Barcelona, Spain)/absolute ethanol (Sigma-Aldrich Corp., St. Louis, Missouri, USA) (2:1:1, v/v/v) for 20 min at 200 rpm in darkness conditions using an orbital shaker (OL30-ME, Ovan, Barcelona, España), then was centrifuged at 4000 rpm for 10 min and measured at 420 nm. β-carotene (Thermo Fisher Scientific, Geel, Belgium) was utilized as standard and results were expressed as µg β-carotene/g raw material dry weight.
All above analytical determinations were carried out on a spectrophotometer Hitachi U-2000 (Tokyo, Japan) at least in triplicate.
This point was also applicable to the next spectrophotometric methods.
Capacity of Elastase and Tyrosinase Enzymatic Inhibition
The capacity of elastase and tyrosinase enzymatic inhibition of the studied extracted samples were conducted by an external service following the indications reported with slight modifications by Liyanaarachchi et al. [31] and Chiari et al. [32] , respectively.
Macronutrients Measurements
MHG and SLE extracts were subjected to certain analyses to determine their main components. Their monosaccharide composition was assayed by high-performance liquid chromatography (HPLC) following a modified Balboa et al. [33] method using an Agilent equipment with a differential refractive index detector. Aminex HPX-87H and Aminex HPX-87P columns (300 × 7.8 mm, Bio-Rad Laboratories, S.A., Madrid, Spain) were employed by the separation of the different carbohydrate compounds eluted with 3 mM H 2 SO 4 (Merck KGaA, Darmstadt, Germany) at 0.6 mL/min operating at 50 ± 2 • C and deionized water at 0.4 mL/min operating at 80 ± 2 • C, respectively. Samples were neutralized with barium carbonate (Thermo Fisher Scientific, Geel, Belgium) before analysis on the Aminex HPX-87P column. Their oligosaccharide composition was determined following the Garrote et al. [34] method and consequently, samples (2.4 ± 0.10 g) were submitted to a previous hydrolysis treatment with 4% (w/w) sulphuric acid (Merck KGaA, Darmstadt, Germany) at 121 ± 2 • C during 40 min. The Total protein content was assessed following the procedure detailed by Bradford [35] with some changes. In short, Bradford reagent (0.4 mL) (Sigma-Aldrich Corp., St. Louis, MO, USA) was incorporated with each sample (1.6 mL). Then, the mixture was kept at room temperature for 5 min and the absorbance of this mixture was recorded at 595 nm. The same protocol was employed with bovine serum albumin (BSA) (Sigma-Aldrich Corp., St. Louis, MO, USA) as standard. The data were reported as mg BSA/ g raw material dry weight.
Total lipid content was colorimetrically determined following Kamal [36] analysis method with some modifications. Concisely, samples or standard (lauric acid) (500 µL) (Merck KGaA, Darmstadt, Germany) were vortexed with n-hexane (1500 µL) (Panreac Química, S.L.U., Castellar del Vallès, Barcelona, Spain) for 1 min. After, the absorbance of the mixture was measured at 204 nm. The outcomes were expressed as g lauric acid/g raw material dry weight.
Color
The color measurements of all extracted liquid fractions were made within the CIEL*a*b* space using a colorimeter (CR-400, Konica Minolta, Japan). The obtained parameters were the lightness (whiteness, L* = 0, or brightness, L* = 100 degree), the red/green coordinate (degree of redness, a* > 0, or greenness, a* < 0) and yellow/blue coordinate (degree of yellowness, b* > 0, or blueness, b* < 0). Moreover, the corresponding magnitudes (Equations (1)-(3)) such as hue (h ( • )), chroma (C*) and saturation (S*) were calculated as indicated below.
Additionally, the total color (∆E*) and hue (∆H*) differences (Equations (4) and (5)) were determined as follows.
(4)
Sun Protection Factor
Sun protection factor (SPF) was measured following Kaur and Saraf [37] methodology. The extract aliquots (20 µL) were homogeneously blended with 40% (v/v) ethanol solution (1980 µL) (Sigma-Aldrich Corp., St. Louis, Missouri, USA) and scanned between 290 and 320 nm. According to the Mansur et al. [38] procedure, the SPF values were determined using the following equation:
where SPF corresponds to the spectrophotometric sun protection factor, CF represents a necessary correction factor (10), EE(λ) indicates the erythemal effect of the radiation with wavelength λ, I(λ) represents the solar intensity of the spectrum and Abs (λ) displays the spectrophotometric absorbance values at wavelength λ. The normalized product of EE(λ) and I(λ) utilized in the calculation of SPF was previously considered by Sayre et al. [39] . (Fagron Ibérica S.A.U., Terrassa, Barcelona, Spain) −1.5 g−) were also blended and adjusted at 40 ± 2 • C. When the oil phase mixture was completely melted then it was transferred to the water bath at 40 ± 2 • C until its temperature adjustment. In this point, this phase was added at the water phase until their homogenization promoting a gel-like matrix. The studied extracts from the different raw materials by MHG at 100 W, butylhydroxytoluene (BHT) (Roig Farma, S.A., Terrasa, Barcelona, Spain) and (±)-α-tocopherol (Sigma-Aldrich Corp., St. Louis, MO, USA) commercial antioxidants or the different used water as controls (750 µL or mass equivalent weight), bergamot oil (450 µL) (Fagron Ibérica S.A.U., Terrassa, Barcelona, Spain) and tetramer cyclomethicone (3 mL) (Fagron Ibérica S.A.U., Terrassa, Barcelona, Spain) were mixed in the O/W emulsion at room temperature and thoroughly mixed. The final product was packed in flasks and amber glass vials and stored at refrigeration temperature until their analysis.
Formulation of the Creams
Water Features
Thermal spring waters were collected in plastic bottles in their points of emission (three different points of the Ourense region) and kept at 4 ± 2 • C in the laboratory within less the next 1 h after their gathering.
The electrical conductivity values of waters were determined by a conductivity meter (HI 9033, Hanna Instruments Ltd., Eden Way, UK) at room temperature. pH determination, total solid content level and color features of the different used waters were measured as indicated above.
Creams Characterization
Freshly elaborated sunscreen creams were examined so that their pH value, total solid content, SPF data, color characteristics, thiobarbituric acid reactive substances (TBARS) and viscous properties were determined. The effect of the elevated temperature and storage time on the stability of these samples was determined by means of accelerated oxidation at 50 ± 2 • C for 15 days. The pH and TBARS kinetics tests were done periodically on 1-day intervals whereas total solid content and color features assays were defined at the end of this process.
pH and color tests of the emulsions were realized as indicated above. The total solid content was determined using a portion of cream (0.5 g) under the above conditions. Sunscreen cream SPF values were also analyzed using a part of sunscreen cream (1 g) and 96% (v/v) ethanol (Sigma-Aldrich Corp., St. Louis, MO, USA) up to 25 mL following Dutra et al. [41] indications. The solution was stirred at 500 rpm for 5 min, treated by ultrasounds for 5 min and filtered. Absorbance data were read between 290 and 320 nm at 5 nm intervals. In this case, the correction factor was 20 and consequently, this value was considered in the mathematical calculation (Equation (6)). This value corresponded to a standard sunscreen formulation with a 5.46% solar filter equivalent to an SPF value of 3.18.
In order to evaluate the effectiveness of selected MHG extracts against lipid oxidation, thiobarbituric acid reactive substances (TBARS) was utilized following the assay of Scheffler et al. [42] . Shortly, samples or standard (malonaldehyde solution (20 nmol/mL) (Sigma-Aldrich Corp., St. Louis, MO, USA)) (0.8 g) were mixed with thiobarbituric acid-butylated hydroxytoluene (TBA-BHT) solution (1.6 mL) in tubes and shaken for 30 s using a vortex. This solution was prepared with 4,6-dihydroxy-2-mercaptopyrimide (15 g) (Thermo Fisher Scientific, Geel, Belgium), hydrochloric acid 12 M (1.76 mL) (Thermo Fisher Scientific, Geel, Belgium), distilled water (82.9 mL) and BHT (2%, v/v) (3 mL) (Roig Farma, S.A., Terrasa, Barcelona, Spain), previously treated with absolute ethanol (Sigma-Aldrich Corp., St. Louis, MO, USA). Afterward, test tubes were submitted to 95 ± 2 • C for 15 min in a water bath, cooled in an ice-tap-water bath for 10 min and centrifuged at 5000 rpm for 10 min. The absorbance of the supernatant was measured at 532 nm. The concentration of TBARS was expressed as nmol malonaldehyde/g sun cream dry weight.
The viscous profile of all formulated creams was determined. For this purpose, the apparent viscosity vs. shear rate ('so-called' steady-shear flow curves) was monitored at 25 • C on a controlled-stress rheometer (MCR 302, Paar Physica, Austria). The temperature was controlled by a Peltier system (± 0.01 • C). The selected measuring system was a sandblasted plate-plate (25 mm diameter, 1 mm gap) to avoid a possible slip of the samples. The edges of all creams placed on the plate-plate geometry were sealed with light paraffin oil to avoid water loss during experiments and were rested for 10 min to allow sample temperature and structural equilibration. In order to study the hysteresis effects, all steady-state shear measurements were made by decreasing and, subsequently, increasing shear rate following a logarithm. All viscous experiments were performed at least in triplicate.
Statistical Analysis
Experimental data were studied using one-factor analysis of variance, ANOVA (PASW Statistics v.22, IBM SPSS Statistics, New York, NY, USA). If the variance study indicated means differences, a Scheffé test was made to distinguish means with 95% confidence (p < 0.05).
Results and Discussion
Microwave Hydrodiffusion and Gravity (MHG)
Extraction time and temperature values by MHG from different samples are showed in Figure 1 in combination with the data of gathered extract volume. Cytisus scoparius flowers ( Figure 1a ) treated at 100 W provided 62.2 mL of total liquid phase for 150 min reaching a maximum temperature data of 92 • C. This raw material presented the typical microwave heating profile identified for other sources. Firstly, a latency period was passed after the first drop of liquid phase outside the microwave oven (around 8 min at 33 • C with a heating rate of 1.56 • C/min). Secondly, the next phase could be collected about 32% of the total volume for approximately 43 min. The following step exhibited a plateau region characterized by an average of 90 • C during~52 min (heating rate of 0.14 • C/min) obtaining 48% of the total extract. At the last interval, the temperature decreased with a heating rate of 0.32 • C/min. This step (47 min) meant close to 20% of the total aqueous extract. Similar behavior was also displayed for Pleurotus ostreatus mushrooms and Brassica rapa leaves (Figure 1b,c) . These samples, submitted to an MHG extraction process of 120 min, supplied 78 and 76.3 mL, respectively. The heating outline derived by the whole and divided into quarter acorns of Quercus robur L. did not describe the last phase since their moisture content (32.27 ± 3.79% wet basis, w.b.) was much lower than the other matrices. This variable is disclosed as a decisive element since in situ water of the tissue cells permits isolate the natural valuable compounds behaving like their transport media [43] . Processed acorns during 90 min exhibited roughly 30 mL of the liquid phase. The size reduction pretreatment of the samples favored slightly (9%) the extraction of their extracts since the influence of particle size is a key factor on the optimization of the extraction process as reported in the extraction of antioxidant compounds of other material such as tea or ginger by solid-liquid extraction [44] .
The impact of MHG at 100 W on the liquid phase collected is displayed in Figure S1a . Samples provided a range of the initial volume of achieved water of 75-97%. The difference between the results was related to their moisture content. Note here that the moisture content of C. scoparius flowers, P. ostreatus mushrooms, and leaves of B. rapa was 82.79% ± 0.29% w.b., 89.43% ± 0.23% w.b. and 90.70% ± 0.71% w.b., respectively. These data agreed with those reported for other materials as the brown seaweed Undaria pinnatifida under similar extraction conditions [45] . The maximum total solid extraction yield (about 5.1 mg extract/g raw material dry weight) was obtained when mushroom samples were used ( Figure S1b ). Their structure tissue favored the removal of bioactive compounds in comparison with the other matrices. For example, their yield was~5 times higher than the value derived by acorns samples. This pattern was also attributed to the energy consumption for the processing of these types of raw materials ( Figure S1c ) since acorns needed the lowest energy requirements (roughly 540 kJ). The energy consumption was elevated to approximately 900 kJ for to treat the wildflowers. The environmental impact defined as the quantity of carbon dioxide rejected into the atmosphere was in order to 120-200 g. This reflected the reduced burden of MHG extraction technology compared to conventional extraction methods [46] . 
Antioxidant Properties of the Gathered Liquid Extracts
The total phenolic content and antioxidant potential of the extracts from the raw materials treated at 100 W by MHG technology are collected in Figure 2 . Extracts from C. scoparius flowers showed the maximum total phenolic content, TEAC and FRAP values (around 0.23 mg GAE/g raw material dry weight, 0.68 mg Trolox eq/g raw material dry weight and 0.33 mg ascorbic acid/g raw material dry weight or 0.71 mg FeSO 4 × 7H 2 O/g raw material dry weight, respectively). Their total phenolic content agrees with the data previously found [12] for hydromethanolic and ethyl lactate extracts obtained by pressurized liquid extraction. On the other hand, P. ostreatus and B. rapa displayed similar results when both are compared. Specifically, their ferric reducing antioxidant power outcomes did not present significant differences among them (their average was about 0.12 mg ascorbic acid/g raw material dry weight or 0.28 mg FeSO 4 × 7H 2 O/g raw material dry weight). B. rapa showed the greatest antioxidant capacity with a noticeable concentration of 0.43 mg Trolox eq/g raw material dry weight and a total phenolic content higher than those reported by this sample [47] . Outcomes from the acorns of Q. robur indicated that samples divided into quarters provided a total phenolic content like the maximum data of wildflowers. This value was higher than reported by Rakić et al. [48] for similar raw materials submitted to methanolic extraction. This type of sample kept this tendency in the antioxidant capacity determined by the different free radical scavenging assays. The difference between the whole and the divided acorns was around 0.1 mg Trolox eq/g raw material dry weight for TEAC determination and 0.18 g ascorbic acid/g raw material dry weight or 0.39 mg FeSO 4 × 7H 2 O/g raw material dry weight for FRAP test. The DPPH percentage inhibition variation of the collected volume extracts from the two types of acorns was close to 57.8%. In this case, the divided raw material gave an effective concentration (EC 50 , defined as the concentration in which 50% of DPPH radical was scavenged) of 0.05 g dry weight/100 g sample (equivalent to 0.67 mM of ascorbic acid). Carotenoids are pigments integrated by lipid-soluble tetraterpenoid compounds. Their structure can affect their antioxidant potential scavenging efficiently O 2 and peroxyl radicals [49, 50] . The total carotenoid content of the liquid extracts is summarized in Figure 3a . Wildflowers provided the maximum concentration (3.1 µg β-carotene/g raw material dry weight). This value could be attributed to its antioxidant profile since it was more elevated as stated above. In comparison with mushroom data, their concentration was around three times superior-this relation differed to their antioxidant profile-. The samples of acorn presented the lowest total carotenoid content: the samples divided in quarters allowed a result of about 32.3% higher than the whole nuts. In the current study, the raw materials used by MHG procedure were also submitted to a solid-liquid extraction (SLE) with 70-90% (v/v) ethanol solution as a solvent for evaluation purposes. The resultant total carotenoid content appears in Figure 3b . In contrast with the MHG outcomes, B. rapa samples supplied the maximum concentration registered of total carotenoids content (approximately 3.1 µg β-carotene/g raw material dry weight). This value was the highest outcome described by Brassica rapa ssp. chinensis sprouts [51] . The opposite trend was followed by the remaining samples since these showed issues lower than the reported by MHG procedure (with a difference in the range between 0.34 and 2.73 units). The antioxidant profile of the ethanolic extracts from the different employed resources by SLE is exhibited in Figure 4 . Despite the fact that the total phenolic content of the C. scoparius flowers was limited (close to 16 mg GAE/g raw material dry weight), their antioxidant potential was defined by considerable TEAC and DPPH values (around 30 mg Trolox eq/g raw material dry weight and 71.0% inhibition percentage, respectively). Their EC 50 was 0.95 ± 0.01 g/100 g dry weight (equivalent to 0.60 mM of ascorbic acid). Note here that these wildflowers showed the maximum total solid extraction yield (close to 5.8 mg extract/g flower dry weight). The antioxidant data from P. ostreatus samples did not stand out when compared with the other raw materials, although their concentrations were higher than the values obtained by MHG. This agrees with the tendency described by the other sources. On the other hand, B. rapa allowed the largest TEAC parameter (42.2 mg Trolox eq/g raw material dry weight) whereas their FRAP and DPPH magnitudes were intermediate (16.5 mg ascorbic acid/g raw material dry weight or 42.8 mg FeSO 4 × 7H 2 O/g raw material dry weight and 36.0% inhibition percentage, respectively). Even though, Q. robur acorns divided into quarters had not an important TEAC concentration, this sample provided the maximum data of total phenolic content (136.9 mg GAE/g raw material dry weight), FRAP values (36.9 mg ascorbic acid/g raw material dry weight or 94.1 mg FeSO 4 × 7H 2 O/g raw material dry weight) and DPPH inhibition percentage (93.0%) with significant difference in comparison with the remaining resources. Overall, it is necessary to emphasize that a strong positive correlation was displayed between total phenolic content and ascorbic acid and iron (II) sulphate heptahydrate results (r = 0.950 and r = 0.948, respectively). 
Proximate Chemical Profile
The collected aqueous extracts by the MHG method and ethanol extracts derived by SLE extraction were submitted to macronutrients analysis. Their total protein and total lipid contents are presented in Figure 5 . B. rapa and P. ostreatus samples showed the highest total protein content by MHG and SLE extraction procedures, respectively. These data varied between approximately 2.1 and 72.0 mg BSA/g raw material dry weight. Generally, the tendency of SLE extracts corresponded with the behavior defined by their total carotenoid content. This trend could be defined by the chemical structure of the vegetable pigments since they are linked to some chlorophyll-carotenoid proteins [47] . In relation to total lipid content of the gathered extracts, Q. robur divided hard fruits supplied the highest outcome by MHG (783.9 g lauric acid/g raw material dry weight) with significant differences as compared with the other feedstocks. The ethanolic extracts provided the lowest total lipid content issues. The obtained data showed that ethanol solvent at 40 ± 2 • C did not permit recovering lipid compounds from the different samples. These reduced lipid yields could be improved using a multiple-batch sequence of organic solvents at greatest temperature ranges able to removal apolar compounds as occurred with other raw materials as rice bran or coffee grounds [52, 53] . Further studies should be interesting to increase the lipid extraction from the used raw materials. The monosaccharide and oligosaccharide composition of the extracts from MHG and SLE methodologies are summarized in Table 1 . The sample that presented the highest carbohydrate concentration was B. rapa followed by P. ostreatus and C. scoparius. Overall, SLE could extract higher quantities of carbohydrate compounds than the MHG procedure. Mannose was the main monosaccharide identified in all samples. In all cases, the corresponding oligosaccharide was also the major compound. Turnip sample displayed a higher concentration of oligosaccharides than monosaccharides (about double times). This behavior was in accordance with the literature data from Brassica oleracea leaves [54] . Different studies described that mannose is present in the structure of the functional protein as ligands or signaling molecules [55, 56] . A similar tendency was observed in this monosaccharide and the total protein content of SLE extracts suggested a relation between both components. The extraction capacity of the MHG method varied between around 0.02% and 95.65% as well as between 0.05% and 0.44% of the total recovery monosaccharides and O-mannose compounds obtained by SLE. Q. robur acorn exhibited the lowest data. It is worth noting that MHG whole acorns aqueous extracts displayed an opposite trend in their xylose, rhamnose and mannose monosaccharides concentration. This sample divided in quarters also shared this tendency for the values of their rhamnose and O-glucose oligosaccharide compounds. 
Color Characteristics of the Extracts
Colorimetric coordinates from the CIEL*a*b* method were measured directly to the extracts from the different samples by MHG at 100 W and SLE extractions. Considering the above indices, the color magnitudes were calculated according to the equations stated above. These data are reported in Table 2 . In general, lightness, a* coordinates and the hue angle of the ethanolic extracts by SLE showed lower values than the aqueous extracts by MHG. The opposite tendency was observed by the b* coordinate and Chroma and saturation parameters. Significant differences were identified between the tested extraction procedures for each resource. Particularly, the hue angle of ethanolic extract from acorns divided into quarters disclosed higher differences between the two extraction systems (64.9 • ). The variation of the color features of the gathered extracts was also clear when the total color difference (∆E*) of the samples from MHG was compared with the parameters derived by the SLE technique, according to the classification of Adekunte et al. [57] . This change was classified as a small difference (∆E* < 1.5) for whole acorns and different (1.5 < ∆E* < 3.0) for divided nuts and mushrooms. These results could indicate that these extraction methodologies provided similar color extracts from these samples. However, the application of MHG and SLE processes from wildflowers and turnip leaves could practice an effect more dissimilar under these plant matrices since their value of total color difference was very different (∆E* > 3.0). Concerning the hue difference (∆H*) carried out with a trend like the total color difference in order that the Q. robur acorns and B. rapa samples presented the lowest and the highest hue difference values, respectively. It is necessary to note that a strong negative correlation between L* and a* coordinates and total carotenoid content was noticeable (r = −0.912 and r = −0.982, respectively). Conversely, a positive correlation with this concentration and the b* coordinate, C* and S* magnitudes was identified (r = 0.971-0.987). Based on these Pearson's correlation coefficients, the relationship of total carotenoid content with parameters from the CIELab color space will allow estimate rapidly this pigment concentration of extracts by MHG and SLE technologies with a non-destructive method. Similar associations were established for several vegetable raw materials [58, 59] .
Utilization of MHG Extracts on Cosmetic Formulations
Natural extracts obtained from underused and by-products raw materials can act as functional additives in cosmetic products contributing to healthy properties. These sustainable sources are not expensive and appear in abundance. The environmental, social and economic impact of the production of these extracts is also evaluated by cosmetic industries since nowadays the preservation of the environment and a positive influence on society sphere are objectives to be achieved. Currently, there is a growing interest in the incorporation of these products in cosmetic formulations in response to the increasing demand by consumers [40, 60] . The potential cosmeceutical use of the C. scoparius, P. ostreatus, B. rapa and Q. robur acorns divided into quarters MHG extracts was researched by the incorporation of this aqueous extracts as an additive ingredient at sunscreen cream formulations. The added extracts displayed an approximately pH value on the range from 3.1 to 5.3. Their SPF data varied between approximately 0.04 and 0.21. It is remarkable that flower extract provided the highest SPF issue whereas their pH was the lowest. Note here that the SPF value of the elaborated creams was around 5.8. Concerning the enzymatic inhibition assays (data not shown), the Q. robur sample provided the highest anti-elastase capacity with an effective concentration (EC 50 ) of 606 mg extract/L (equivalent to 2.3 mg epigallocatechin gallate/L) and an EC 50 tyrosinase inhibitory capacity of 496 mg extract/L (equivalent to 93 mg kojic acid/L). These preliminary results suggested that this extract may be helpful in preventing the loss of skin sagging and elasticity and the pigmentation damage [61] . These O/W emulsions were formulated with three different types of thermal spring waters and with distilled water for comparative purposes. Their pH values ranged from 5.46 to 7.57. These parameters were in accordance with the values of the pH reported by Delgado-Outeiriño et al. [62] for different samples from thermal spring waters of the same region. The electrical conductivity of the thermal water samples varied on the range of 1260-3200 µS so that the thermal spring water 1 displayed the highest value in accordance with their total solid content (0.45 mg dry residue/mL). The remaining samples exhibited an average of~0.13 mg dry residue/mL. No significant differences were provided between these samples (data not shown). This behavior was also provided in the color magnitudes of the water samples. Their hue angle was about 136.4 • whereas their Chroma and saturation were thereabouts 5.6 and 0.06, respectively. Figure S2 discloses the total solid content of the sunscreen creams freshly processed. Results obtained showed that no significant differences were detected between the different types of water and the different extracts or commercial antioxidants. This parameter varied in a limited interval of approximately 0.31 and 0.35 g dry residue/g sun cream, respectively. These creams submitted at the accelerated oxidation at 50 ± 2 • C for 15 days displayed a total solid content lower, with minimum and maximum values of 0.328 and 0.330 g dry residue/g sun cream, respectively. In relation to the color features of the creams made at the initial time (data not shown), the measurements exhibited similar issues with small differences (∆E* < 1.5) for their total color parameter. The highest data was provided for P. ostreatus and/with thermal spring water 2 cream (∆E* = 0.84). This sample also exhibited the highest value of this same parameter with an outcome of ∆E* = 2.00 after 15 days of stability testing. In this case, the oxidation chemical reactions that were produced derived into an increase of the total color difference of the tested cosmetics, since different differences (1.5 < ∆E* < 3.0) were registered in thermal spring water 2 cream with all added antioxidant ingredients and Q. robur sun cream with thermal spring water 3.
Kinetics of pH values for 15 days of the accelerated assays were realized and representative values were gathered in Figure S3 . Overall, the pH of the creams varied between 5.3 and 6.3. Distilled water was the type of water that offered the pH data with more fluctuation (ranged from 5.3 to 5.9) in contraposition with water from thermal spring water 3 (with a variation of about 0.2 points). These data were compatible with the normal skin pH [63] . Thermal water spring 1 control cream supplied data slightly higher than added extracts and antioxidant creams made with this same type of water. This behavior could be associated with the acid pH of the added extracts and the BHT and (±)-α-tocopherol features in combination with characteristics of the different used ingredients in this model cosmetic. This observation was not reflected in the evolution of the TBARS values of these same samples ( Figure S4 ). In this case, no significant differences were recorded for the different studied emulsions elaborated with each type of water. Generally, a plateau region was described by the malonaldehyde values of the different sun creams. The data of this marker of lipid peroxidation process ranged from 11.8 to 26.7 nmol malonaldehyde/g sun cream dry weight. Several scientific studies reported a similar trend for the TBARS index in O/W emulsions [64, 65] . Figure 6 summarizes the effect of the three tested thermal waters and distilled water in the flow behavior at 25 • C of creams incorporated with different natural extracts (C. scoparius, P. ostreatus, B. rapa, Q. robur). For all tested systems, the apparent viscosity showed shear-thinning behavior, dropping around four decades with an increasing shear rate. At the fixed shear rate, the presence of thermal spring water 3 promoted the decrease of the apparent viscosity, especially for creams formulated with P. ostreatus and B. rapa (Figure 6b,c) . This is an indicator of the relevance of studying different extracts because the rheological properties greatly depend on the analyzed extract and its specifically composition. This suggests that water from the thermal spring 3 can provide sunscreen creams that will be easily applicable in the skin [66, 67] . Concerning magnitudes of the apparent viscosity of the creams formulated with different extracts, results suggest that those that presented higher bioactive compounds also exhibited lower apparent viscosity values. This agrees with the achievements provided for other different functional matrices [68] [69] [70] . Concerning BHT and (±)-α-tocopherol creams (Figure 6e,f) , similar profiles and magnitudes were identified, whereas those made in the water control ( Figure 6g ) displayed slightly higher values. Again, no hysteresis loops were observed in tested sunscreen creams. 
Conclusions
Emerging MHG technology was found to be appropriate to produce extracts with antioxidant properties. The highest total solid extraction yield was obtained from P. ostreatus mushroom whereas the lowest energy requirements were identified for Q. robur acorns. This last sample divided into quarters also displayed the highest DPPH data. C. scoparius flowers provided the extracts with the highest total phenolic content, TEAC, and FRAP values and total carotenoid content. B. rapa extracts from MHG was not relevant in contraposition with their ethanolic extracts that disclosed relevant bioactive properties in combination with acorns divided into quarters. These samples showed the most noticeable total lipid content by SLE and MHG, respectively. B. rapa supplied the highest total protein content and carbohydrate concentration by MHG extraction systems. The color features and total carotenoid content of the studied extracts presented a strong correlation. In relation to the cosmetic application of the MHG extracts, Q. robur acorns divided into quarters registered the highest anti-elastase and anti-tyrosinase capacities. The use of these extracts into sunscreen creams with three different thermal spring waters disclosed that their chemical and bioactive features were like those with added commercial antioxidants. The combination of P. ostreatus and B. rapa extracts with thermal spring water 3 offered the most suitable mechanical properties favoring the skin cream application. Further studies need to focus on improving the rheological properties at different temperatures over time in combination with the sensorial analysis of the formulated cosmetic emulsions. Finally, MHG lab-scale studies should be applied to pilot scale, following the suitable results previously found for the MHG technique applied to pilot-scale solvent-free microwave extraction of polyphenols from Lettuce sativa [71] .
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